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TEST PRINCIPLE

Test organism cells dried on carpet squares are exposed to the test substance for a specified exposure time.
After exposure, the carpet squares are transferred to vessels containing neutralizer and assayed for survivors.
Appropriate population controls, culture purity, sterility and neutralization confirmation controls will be performed.
The current revision of standard operating procedure CGT-4137 refiects the methods which shall be used in this
study.

JEST METHOD

Chart 1:
Test Organisms ATCC# Growth Medla Incubation Parameters
Staphylococcus aureus 6538 Nutrient Agar A & B 35-37°C, aerobic
Enterobacter aerogenes 13048 Nutrient Agar A & B 25-30°C, aerobic

The test organisms to be used in this study were obtained from the American Type Culture Collection (ATCC),
Manassas, VA.

Neutralizer: Neutralizing broth appropriate for the test substance.

Carriers

Two carpet types, nylon and/or polypropylene carpet are recommended for use. Alternate carpet types may be
tested, where appropriate. The Sponsor will be responsible for selecting the appropriate carpet to be used in the
test. The carpet selected for testing will be cut into approximately 8 inch x 12 inch pieces. Six approximately
2 inch x 2 inch square carriers will be cut into the carpet. The carpet will be fastened to a mounting tray (or
equivalent) and will be autoclave sterilized for 2 20 minutes prior to use in testing.

Preparation of Test Organism

The test organism will be transferred daily on Nutrient Agar A slants for 2 3 but s 30 transfers. Wash the growth
from a 24 + 2 hour Nutrient Agar A slant using 5.0 mL of phosphate buffer dilution water (PBDW). The 0.01%
Triton has been omitted from the diluent to avoid the potential for interaction with the test substance. Aspirate the
growth and transfer the growth to 99 mL PBDW. A 2.0 mL aliquot of this suspension will be added to sufficient
Nutrient Agar B bottles. The inoculum will be evenly distributed within the bottles and the excess inoculum will be
removed. Incubate the bottles, agar side down, for 18-24 hours at the incubation conditions listed in chart 1.
Following incubation, approximately 3 mL of PBDW will be added to each bottle and the inoculum will be
collected. Approximately 15-20 sterile glass beads will be added to the bottles to aid in recovery. The growth
suspension will be removed and filtered through sterile gauze or sterile Whatman #2 filter paper pre-wetted with
1.0 mL of PBDW. Similar to AOAC 960.04 to ensure that any agar harvested with the organism is removed from
the test suspension, the growth suspension will be filtered through sterile gauze or Whatman #2 filter paper pre-
wetted with 1.0 mL of PBOW. The test culture may be further adjusted, where appropriate, to target
approximately 1x10% 1x10'® CFU/mL. The bacterial target range is recommended based on ATS Labs history of
conducting the method to assure that the Unscrubbed population control achieves 1 x 10° CFU/carrier.
McFarland standards or a spectrophotometer may be used to aid with culture adjustment. An organic soil load
may be added per Sponsor request.

Contamination of Carriers

Inoculate each cut square with 100 plL of the prepared test culture using a calibrated pipettor. To aid in drying
and carrier uniformity, the inoculum will be spread over the upper surface of the carpet using a sterile loop. The
inoculated carpet will be dried in an incubator at 35-37°C for 60 minutes with sterile foil loosely covering the
carpet.

Preparation of Test Substance

The test substance(s) to be assayed will be used as directed by the Sponsor. [f a dilution of the test substance is
requested by the Sponsor, the diluted test substance(s) shall be used within three hours of preparation.
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Exposure Conditions

After drying, apply the test substance as specified by the Sponsor. Scrub each carpet carrier for approximately
30 seconds using approximately 30 circular clockwise strokes and approximately 30 circular counterclockwise
strokes using a 4% x 1 5/8-in. surgical hand brush with %-in bristles. A circular area of pile approximately 3
inches (7.6 cm) in diameter around the center of each carrier will be scrubbed using this treatment. Moderate to
heavy pressure will be applied downward on the brush to work the solution to the base of the pile. A new sterile
brush will be used for each carpet square. A calibrated timer will be started upon application of the test substance
and staggered intervals will be followed to treat subsequent carpet carriers. The treated and scrubbed carpet will
remain at room temperature, uncovered, for the Sponsor specified exposure time. Exposure begins once the test
substance has been applied.

Test System Recovery

Following the Sponsor specified exposure time, remove each carrier from the larger carpet piece. Transfer each
carpet carrier to individual vessels containing approximately 100 mL neutralizer broth and 10 stainless steel
penicylinders; this represents a 10° dilution. Care will be taken to place the carrier carpet side down within the
neutralizer vessel. Each vessel will be shaken for at least 1 minute, at approximately 200 RPM, to free the
bacteria from the carpet fibers. Ten-fold serial dilutions will be prepared. A 1.0 mL aliquot of the 10° - 10°
ditutions will be plated in duplicate onto the appropriate agar. If swarming is a concern, 1.0 mL of 10° will be plated
in duplicate. In addition, 0.1 mL of 10° — 10°° will be plated in duplicate.

Incubation and Observation
Incubate S. aureus plates at 35-37°C for 48 + 4 hours. [ncubate E. aerogenes plates for 4844 hours at 25-30°C.
if necessary, the subcultures may be placed at 2-8°C for up to three days prior to examination.

Following incubation, the subcultures will be visually examined for growth. If possible, count plates containing
between 30 and 300 CFU.

Representative test plates will be stained and/or biochemically assayed to confirm or rule out the presence of the
test organism.

STUDY CONTROLS

Suspension Population Control

Ten-fold serial dilutions will be prepared using a 1.0 mL sample of this starting test culture. A 1.0 mL aliquot of
the 10°-10° dilutions will be plated in duplicate onto the appropriate agar.

Population Controls
Inoculate and dry six carpet carriers, per test organism, per carpet type as in the test procedure.

Unscrubbed Population Control

Allow three of the six inoculated population control carpet squares to stand, untreated for the exposure time.
Following exposure, subculture and mix each individual carpet carrier as indicated in the test procedure. Prepare
ten-fold serial dilutions and plate 1.0 mL of 107" through 10" in duplicate for each carrier. If swarming is a
concern, plate 0.1 mL of 10° through 10° in duplicate for each carrier. Incubate the plates as in the test. The

acceptance criterion for this study control is an average minimum of 1.0 x 10® CFU for the unscrubbed carpet
squares.

Scrubbed Population Control

The remaining three inoculated population control squares will be treated with sterile deionized water containing
0.01% Triton X-100 and will be scrubbed as in the test procedure. Following exposure, subculture and mix each
individual scrubbed carpet carrier as indicated in the test procedure. Prepare ten-fold serial dilutions and plate
1.0 mL of 10 through 10" in duplicate for each carrier. If swarming is a concern, plate 0.1 mL of 10° through 107
in duplicate for each carrier. Incubate the plates as in the test. The acceptance criterion for this study control is
growth of the test organism.
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STUDY ACCEPTANCE CRITERIA

Test Substance Performance Criteria
The U.S. EPA efficacy performance requirements for label claims state that the test substance must demonstrate
a minimum 99.9% reduction of the test organism as compared to the scrubbed population control.

Control Acceptance Criteria
The study controls must perform according to the criteria detailed in the study controls description section. If any
of the controi acceptance criteria are not met, the test may be repeated under the current protocol.

REPORT

The report will include, but not be limited to, identification of the sample, date received, initiation and completion
dates, identification of the organism strains used, description of media and reagents, description of the methods
employed tabulated results and conclusion as it refates to the purpose of the test, and all other items required by
40 CFR Part 160.185. A draft report will be provided to the Sponsor for review prior to finalization.

PROTOCOL CHANGES
If it becomes necessary to make changes in the approved protocol, the revision and reasons for changes will be
documented, reported to the Sponsor and will become a part of the permanent file for that study. Similarly, the

Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the validity of
the study.

Standard operating procedures used in this study will be the correct effective revision at the time of the work. Any
minor changes to SOPs (for this study) or methods used will be documented in the raw data and approved by the
Study Director.

TEST SUBSTANCE RETENTION

It is the responsibility of the Sponsor to retain a sample of the test substance. All unused test substance will
be discarded following study completion unless otherwise indicated by Sponsor.

RECORD RETENTION

Study Specific Documents

All of the original raw data developed exclusively for this study shall be archived at ATS Labs. These original data
include, but are not limited to, the following:

1. All handwritten raw data for control and test substances including, but not limited to, notebooks, data
forms and calculations.

2. Any protocol amendments/deviation notifications.

3. All measured data used in formulating the final report.

4. Memoranda, specifications, and other study specific correspondence relating to interpretation and
evaluation of data, other than those documents contained in the final study report.

5. Original signed protocol.

6. Certified copy of final study report.

7. Study-specific SOP deviations made during the study.
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TEST SUBSTANCE SHIPMENT STATUS

M Has been used in one or more previous studies at ATS Labs.
O Has been shipped to ATS Labs (but has not been used in a previous study).

Date shipped to ATS Labs: Sent via overnight delivery? Yes O No
Q Will be shipped to ATS Labs.

Date of expected receipt at ATS Labs:
O Sender (if other than Sponsor):

COMPLIANCE

Study to be performed under EPA Good Laboratory Practice regulations (40 CFR Part 160) and in accordance to
standard operating procedures.

M Yes

QJ  No (Non-GLP Study)

PROTOCOL MODIFICATIONS

3 Approved without modificatlon
M Approved with maodification
1. Protocol identical to EPA approved RUGD1072712.CSAN

2. Page 4, scrubbed population control — treat carriers with sterile deionized water.

PROTOCOL ATTACHMENTS
Supplemental Information Form Attached - O Yes ¥ No

APPROVAL SIGNATURES
SPONSOR:
NAME; Ms. Rhonda Jones TITLE: Agent for Rug Doctor, Inc.

SIGNATURE: (/\—2 L&og’—\ DATE: -8

PHONE:__ (260) 244 - 6270 UAX (260) 244 - 6273 EMAIL:___rjones@srcconsultants.com

For confidentiality purposes, study information will be released only to the sponsor/representative signing the
protocol (above) unless other individuals are specifically authorized in writing to receive study information.

Other individuals authorized to receive information regarding this study: Q See Attached
Jennifer Bopp Jennifer.Boop@rugdoctor cam; Susan Natoli
ATS Labs:
\
NAME: AR \LUL‘/\V\A@/
Study Director

SIGNATURE" qm /LMVL 8 ¢13

DATE:

Study Director
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